. Drs2 does not physically interact with Gcs1. The lysates from cells expressing HA-tagged Gcs1 and Cdc50 were immunoprecipitated (IP) with anti-Drs2 antibodies, and the Western blot was probed with anti-HA antibody. Figure S3 . GFP-tagged GCS1-ALPS::FYVE in wild-type cells were imaged relative to the TGN/EE marker mCherry-Tlg1, and GFP-tagged GCS1-ALPS::PH were imaged relative to the TGN marker Sec7-DsRed. Bars, 5 µm. Figure S4 . Gcs1-GFP localization to membranes is restored in drs2 cells expressing wild-type (WT) Drs2, but not the PS-deficient Drs2 [QQ → GA] mutant. An extra copy of WT Dnf1 failed to suppress the Gcs1-GFP localization defect, but the Dnf1 N550S mutant that can flip PS restored Gcs1-GFP endosome localization. Bar, 5 µm. Video 1. Membrane dynamics labeled with GFP-Tlg1 in wild-type cells. Wild-type cells transformed with GFP-Tlg1 were grown to mid-log phase before being imaged using a DeltaVision Elite workstation (Applied Precision). Frames were taken very 170 ms for several seconds (see Materials and methods for more details on image acquisition).
Video 2. Membrane dynamics labeled with GFP-Tlg1 in drs2 cells. drs2 cells transformed with GFP-Tlg1 were grown to mid-log phase before being imaged using a DeltaVision Elite workstation (Applied Precision). Frames were taken every 170 ms for several seconds (see Materials and methods for more details on image acquisition). 
